Cryopreservation is the method of choice for long term storage of human PBMCs. This study was designed to compare the different combinations of variables affecting the cryopreservation of PBMCs samples.
The viability of PBMCs separated from 2×5 ml peripheral blood samples obtained from 16 technique is the key to the success of the assays using these cells (7) .
The purpose of this study was to compare and select the best freezing condition of PBMCs which could preserve the cells with higher viability and biological activity. After gently mixing the cells corresponding freezing medium for each group, the PBMCs were transferred to 1.5 ml Cryotube® vials (Nalgene, UK) and stored in -80ºC overnight. Then the cryotubes were quickly transferred to a liquid nitrogen Dewar 37˚C, gently 1.1 ml of the supernatant was removed and 800 µl of acidic isopropanol (0.04 N, HCl) was used to dissolve the formazan precipitate and the resulting purple color absorbance was red at 570
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and 630 nm (the second wavelength was used for eliminating the nonspecific absorbance) using a spectrophotometer (Camspec®, UK).
Statistical analysis
One way Analysis of Variances (ANOVA) with Dunnet's post hoc test and Factorial-ANOVA were used to determine the different variables effects on (and the highest viability among them) the different cryopreserved PBMCs groups.
Results
Isolation of PBMCs by gradient centrifugation protocols
The viability of PBMCs isolated by both protocols was more than 98% and there was no significant difference among the two time-RCF protocols used for Ficoll gradient centrifugation of PBMCs.
Trypan blue test results on revived PBMCs
Detailed results for viability of different cryopreserved PBMCs groups are shown in Table   1 . An asterisk (*) means significant difference (P<0.05) between those groups with highest viability.
PHA stimulated PBMCs proliferation
The MTT assay results for different groups have been depicted in Fig.2 . No significant differences were observed between each pair groups (P<0.05; using ANOVA with Dunnet's post hoc test).
Discussion & Conclusion:
The main factor affecting the viability of As the final word, the optimum freezing condition of PBMCs has been found out to be 40%
FBS and 10-15% DMSO (i.e. 12.5%) with cooling the freezing down to 4ºC.
